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H1/9K 



**** 

AfafoB^FSUfc (mesenchymal stem cell, MSC) £S¥ 

UUfflJt, JPUMife, ^mm^mnm^mm^it ( l. Caplan Ah Mesenchymal 
stem cells. J Orthop Res. 1991 , 9:641-650. 2. Pittenger MR Mackay AM, Beck SC, 
et al. Multilineage potential of adult human mesenchymal stem cells. Science. 
1999; 284:143-147.)o MSC ^WSftW^hr*, 

iaJfiLltSEftf^ffl (1. Kadereit S, Deeds LS, Haynesworth S, et al. Expansion of 
LTC-ICs and Maintenance of p21 and BCL-2 Expression in Cord Blood 
CD34+/CD38- Early Progenitors Cultured over Human MSCs as a Feeder Layer. 
Stem cell.2002; 20:573-582. 2. Koc ON, Gerson SL, Cooper BW, et al. Rapid 
hematopoietic recovery after coinfusion of autologous-blood stem cells and 
culture-expanded marrow mesenchymal stem cells in advanced breast cancer 
patients receiving high-dose chemotherapy. J Clin Oncol. 2000; 18: 307-316. 3. 
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Klyushnenlova E,Mosca J,McIntosh K. Human mesenchymal stem cells suppress 
allogeneic T cell responses in vitro: implications for allogeneic transplantation. 
Blood. 1998; 92: 642a.) . MSC 

^.^MiS (1. Mcintosh K,Klyushnenkova E,Shustova V,et al. Suppression of 
alloreactive T cell reaponse by human mesenchymal stem cells involves CD8+ 
cells. Blood. 1999; 94: 133a. 2. Klyushnenkova E,Shustova V,Mosca J, et al. 
Human mesenchymal stem cells induce unresponsiveness in preactivated but not 
native alloantigen specific T cells. EXP Hematol. 1999; 27: 122. )„ S^±^# 

#B&Gmsfa#m&i Aft-tM* msc mwmm>>, 
i^^^immxmm 1 mmmmn, #m+ msc mm. 

^M^fg^M^fTI^ (Rao MS, Mattson MP. Stem cells and aging: 
expanding the possibilities. Mech Ageing Dev. 2001; 122:713-734.), &£k&ffi% 

^WR'ffrffifcfc* (LRalf H. Isolation of Primary and Immortalized CD34- 
Hematopoietic and Mesenchymal Stem Cells from Various Sources. StemCells. 
2000; 18: 1-9. 2.Deans RJ, Moseley AB. Mesenchymal stem cells: biology and 
potential clinical uses. Exp Hematol. 2000; 28: 875-884.), i^^^l^RW—^h^f^ 
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MSC ^^»5iF^Pi|S^iSffiffe$-^irM*t W*Mo 

2000 ^HfflMf^£, Jaroscak M^ilRffl^* 

-wm msc ?£aii&3Effifeifeftfe«Ftt±aw«ME»j. mBA^stmm^m 

tttt, aifl&^ffifeife SH2, SH3, SH4^^PBtt; CD45, PECAM, 

$|^£^#i£jfc^j&&rt&6fflM, liilMWI MSC (Jaroscak J, 

Smith T, Haynesworth S, et al. Preliminary characterization of the surface staining 
of placental derived adherent cells: A potential new souece of stroma for umbilicol 
cord blood (UCB) expansion. THE AMERICAN SOCIETY OF 
HEMATOLOGY, December 1-5, 2000. ). 2002 Watanabe ^UBB$ 

mitmm^mm^^m^mm^mmm^^^ih msc, 

###lSlfc#$Mfc. m-^Wmmmmmm^il ( Watanabe N,IguraK, 
Nagamura-Inoue T, et al. Multilineage potential of human placenta-derived 
mesenchymal cells. THE AMERICAN SOCIETY OF HEMATOLOGY , 
December 1-5,2002), <M±ffitf$W#«^#&fc*3L 

mm 
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JMXft. ffltfff W DMEM i IMDM 5fcfflMvM 

^iit^^^tM, mmm msc ##s*#0ra&i&, 
#tMw$j£it/5, m&-%mmmm msc « 

m*&MM&C$m#ik, MMSCili^iWM, MMSC«ffi£| 

m msc ±5«ffl^*»tt9i###« f mi^^gwi 

&#^MSC^ffii£#STO#$f# 0 ftj^ft^SR. 

A ft*** 3d Jg ^JfctfcfcWJtSfSajflS 
B^7~10d^^(t 
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m 2 xm&mmat&fe msc 

a 3 m& msc fnMfflfld^M. 

&t^#±$ (GO/Glffl, 96.66%), ft^KRAtt'fitAffl CS JW, 3.25%), 
(GO/GlJH, 96.35%), fM^flMb^tfM! (S3B, 2.54%) 0 

B^^#3d, 

C-D*iJi#7d, nTjaKrtlt^^ 
E-F 

a lw, «aw 

D 2w, ^>t^feM^^tt^^K^iiratt 

m 7 ^u&fi: msc £ fafr4tmm , &fe&}j&&'%mMM® . 

g*A*Ji£#2w, ftjft&gnjfi Aldan blue 
B 2w, Alcian blue 
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C-D %nffltT rTJB. II M^Jf^^^fflJ3&^*MM#^tt^^Mfe 
****** 

£*fflH fl« MSC 

ScMI&fi:Wi»W^«l, £3M*#T, gMLf (2 »^»n l » 

#*) »AXZi^#MAff3Ef ft*«Mtt. J3«FHltt DMEM m IMDM 

hrtifctfi, fcjgfli 100~250mlM$20~25'C$Wl2~24h, *ffl«ffi»ffi 
W^«jiWi**+^K*>h«fflllB, MSJgffl MSC #41^#dr$E£M, 37 
°C, 5%C0 2 ^S^#Tif#24~48hjs, M«»S»*fflJ&, 

#, #ph 3~4d i#^l^i»th 

B MSC ##*##J#*, M 80~90%!teJs, ffl 025%jK*ftft, Is 3 

mi±%nm-%&$m, am 3d, mr^^w^EM.^mm^mmm, 7~ 
iod ttmjmxiMM. ft#£*#aii*ib£ 24 ?L«^.a«^. i#m 

##JJ&IH 3. 6. 9> 12. 15 zft« 

mw&M^mum&tt, mmmm, itm^sxio 6 ^, ^10 



03123504. 2 



itt m 1? H7/9K 



<f; PBSift— #C, 1500rpm$'lM0 min ; #±$j|, #5® 100-200^1, ^lll 
$3*fflfl&; JpAPE#iaWCD34, CD73> CD166 Jrtftln FITC ^"BW CD45, 
CD105, HLA-DR. UEA-1 ^Wmt^M^^i CD29> CD44 tri## lOjxl, # 
1&Hf*S!fiJtf]», -f*-ttX5TJ»i 4°C, ii3t^30min; PBSiflMfc. 
1500ipmflK» 10 min ; M**ifi^*IJ«i:yft , to A 200^1 PBS mm$]M 

m, 2oo M i wi%2ir¥K@£. mrcmi, 3d^±m^mmixmu mm 

12, 15tt», 3EM&£. ^jiitJflL^fflll&^ffi^iP CD34 (HSPC&I*! 
^JlKtt), CD45 (SMPBttX HLA-DR (MHC-II^^) 
CD29fnCD44 («F«Seff«^llttaWS#, MMItii), CD73 (HP 
SH-3, 4), CD105 (BP SH-2X CD166 (fflfoMlflfi^ft) flJ UEA-1 

95%^±c JEffl2c 

mm^ w-wm^tt, m&mmm* 1 x io 6 ^, pbs #q 

A 70%W£gf 4°C#iiJo ttfttf, *K**Z.W, M PBS jfc-fc, 
JR A RNasel 500u, 37°C£jS 30 min, PBS ift— #PA UMfcM^ (PI, 
M50lig/ml ) 1ml, MSft£jffi20min, ±*ft&«|gfflfl&DNA3-f;. 

iS«je*3fW»'6^fB»WDNA-«, »Jiffl##T, G0/G1^ S 
XBft G2M TO £tb#l##J3/ 96.35%, 96.66%, 1.11%, 0.09%, ^ 2.54%, 
3.25%, ^mH^^h^fitl^^WAM^^^M^, BP^Wd!>*^ 
fl6*t^«KW*tli&»! (1.11%, 0.09%), ASB#lft»£bm!a (96.35%, 
96.66% ). JES3o 
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JIM (2X10 4 /ml), 24 ?lfe4 J ^?Ug# 0.5ml, 37°C, 5%C0 2 , t&*P«jgT 
7do (JJt«f*Btra*«ltt, IfflM^M, &fM*IIJfi£-&llil£. K Patterson £ 

^»ami«x5r»^fflWftiti^ra, bp Td=Ti g 2/L g (Nt/No), Td.. i%mn® 

(h), T: ailSiNoitMNt^ffflWBtra (h), N: *fflMfU 
JH«»ft^»!Wft«IItra^#J*22.6h. M4. 

ftftMsc£A4H»iut& 

3 ftm± msc, » i x loVftaaw ummmmmm 24h fe&m 

$ 10%&#j& FBS ift ifffi DMEM, M\\ AiM#& v 1 u M> 200 u M, 

IBMX 0.5mM> ft&j* 10u g/ml, § 3d 2w, ttflUftfeSfc 

10%£H|H4 FBS W DMEM-HG, ftlAttl**^ 1 u M> tfli&ft 200 
UM, IBMX0.5mM, H&H lOu g/ml ig# 3d, *ffl E±3^ 

3ftlU±MSC, ^1X10 5 /?L@#7n?L^, ffl»^«^#24hjg&ffi 
^ 10%gffift FBS W DMEM-HG #jtaAife&## 0.1 u M, ififf 
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I0%1&ffim. FBS ft DMEM-HG, iaAtfl*^ 0.1 u M, irtif 
«&50uM. 10mMJ§#lw, ^IMf^lIS!!^!, £ 

xjJ»ajW^:»^*Wtt, KW^"J5%M^HP0tt, 

3 ft&±mm, i&mM'b&mm&T&WMf&wm, ^ 2.5% fbs w 

DMEM-HG *iPA$&^ £f$c§6, 3EfiB$$# 6.25ug/ml, BSA1.25U 
g/ml, Mlii ImM/L, iWifiL^M 37.5 u g/ml, TGF-0 , 50ng/ml, ^ 3d 

\m 2 w B^^MfflJTit^>t, Alcian blue IfefinTJE II M*JiC^$*ffl 
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DIPLOID: 1 00.00% 
Dip GO-G 1 : 96.66 % at 46.43 
Dip G2-M: 0.09% at 94.19 
Dip S: 3.25% G2/G 1:2.03 
Dip %CV: 7.97 

Apoptosis: 2.33 % Mean: 18.34 



1000 




DIPLOID: 100.00% 
Dip G0-G 1 : 96.35 % at 44.48 
Dip G2-M: 1.11% at 89.79 
Dip S: 2.54% G2/G 1:2.02 
Dip %CV: 6.79 

Apoptosis: 0.42 % Mean: 17.85 
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